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Recommendation?
Accept with minor revision (please list in comments)
Comments to the Author(s)
This is a nicely presented manuscript with some interesting findings, relevant to better understand stress responses in Atlantic salmon. I would suggest some minor revision to clarify some statements made throughout the text, as outlined below.
Overall comments 1. I found that for several statements made in the introduction and discussion, no reference is mentioned. I would recommend reviewing these sections again and adding references in the appropriate places (examples: ll 38-39, ll 375-356) . 2. Although no specific stress factor was tested, but rather random, changing events, it would be helpful if the rationale of these stressors was explained in context of the physiology of the fish, e.g. "natural" and "unnatural" stressors and how the fish's system may be inherently well equipped to deal with this. This could be put into the discussion. 3. The results from the histology suggest no difference between stressed and unstressed fish for both gut sections for the features analysed. I would suggest looking at more parameters that cover the whole gut section as sometimes damage has been found to be localised in certain areas. Furthermore, features not analysed here such as supranuclear vacuole appearance have been found to be good markers for tissue damage. I would recommend considering the scoring system proposed by Uran et al (2009) as additional parameters. 4. The manuscript would benefit from careful proofreading -in several places punctuations are missing. Furthermore, there are inconsistencies in the formating of "padj" and referencing authors in the text.
Methods section 1.It is not clear if you have assigned all identified genes a gene symbol (HGNC) prior to gene ontology and pathway analysis. Only the minority of loci of the salmon genome is annotated with a gene symbol, but the majority is only annotated with a LOC number, therefore you would lose a lot of differentially expressed genes in this analysis if you do not assign them a symbol. 2.You mention numbers for up and downregulated genes for each gut section, but it would be good if you would also mention how many of these are unique or duplicated genes and how many of these genes were fed into gene ontology and pathway analysis and if you analysed up and downregulated genes seperately or together as differentially expressed genes. 3. Furthermore it would be useful to know what cut-off you used, you mention a padj<0.05 but did you also filter by fold-change? Results 1. As mentioned above, when you provide the numbers for up and downregulated genes, it is useful to know what cut-offs you used. 2. Is the cortisol graph meant to go into the main text or supplementary material? Should be mentioned in the appropriate paragraph. 3. Table 3 and 4: it would be useful to translate the LOC numbers into gene names or symbols so the reader can easily understand what genes are associated with the kegg term. Also some indication if these are up or downregulated would be useful.
Discussion
1. The cortisol graph shows a dip in cortisol in the stressed group on day 5 relative to the other time points. It would be interesting if you could discuss why this may be in a few sentences. 2. Do you have any suggestions why tissue repair was evident from transcriptomic data and not histological data? May that be due to the only experimental timepoint being when there was already some signs to acclimatisation? 3. Could you please expand on the agenda of feeding the fish so shortly after having experienced stress? Would the fish have consumed food like the control fish if the feeding had taken place, let's say 2 hours after stress, therefore not had altered growth parameters? I understand it is impossible to include everything in an experiment, but I think it makes an interesting point for the discussion. 4. Lastly, I would suggest to check that you included all up-to-date references on this topic, a lot of references seem fairly old, and even when relevant, should be supplemented by the inclusion of the newest findings.
Review form: Reviewer 2
Is the manuscript scientifically sound in its present form? No
Are the interpretations and conclusions justified by the results? No

Is the language acceptable? Yes
Do you have any ethical concerns with this paper? No
Have you any concerns about statistical analyses in this paper? Yes
Recommendation?
Major revision is needed (please make suggestions in comments)
Comments to the Author(s)
Manuscript ID: RSOS-191480 This manuscript reports on a study conducted in 2013 that examined the mid and hindgut transcriptome profile of Atlantic salmon parr subjected to a 3-week unpredictable chronic stress. The study reports on results from samples collected at the last day of the study and compares control and stressed group. Ideally this study should have included in the transcriptome analysis more fish and sampling times. A comparison with samples collected at the start of the experiment would be beneficial to understand overtime changes.
Major comments, Please provide clearly the objectives of the study. The introduction is focused in explaining stress, chronic stress, and does not really cover transcriptome studies in fish during stress, and is somehow disconnected from the discussion.
The sampling protocol needs more clarification. A small sample size was used in this study (3 fish from the control group and 4 fish from the stressed group), and it is not clear where the samples are coming from. Are they coming from different tanks? Mid and hindgut samples were collected from the same fish. For example, control MID 1 and control HIND 1 are samples from the same fish. Ideally this study should have included in the transcriptomic analysis more fish and sampling times. A comparison with samples collected at the start of the experiment would be beneficial to understand overtime changes. Provide the following information (clarify in the material and methods): were the gene counts filtered to only keep genes that were present in all replicate samples of the same treatment? Did you keep only the genes that had a normalized expression over for example 1 count per million? Normalization of genes by counts per million controls for differences in library size, reducing bias.
Summarize the gene expression results. The authors should include a table demonstrating the top genes up and down regulated, and possibly present the genes that were similarly up and down regulated in both mid and hind gut. The manuscript is well written, but some elements of the discussion can be moved to intro or removed, as it is rather lengthy. The discussion would also benefit of exploring further the lack of significant results on histo when compared to gene expression. Is it possible that longer periods of stress would have caused changes on the morphometric parameters? Or is it possible that you did not collect samples at the right time to show morphological changes? (discussion L321-338). What is the significance of all these transcriptomic/pathways changes if no morphological changes occurred? Are these transcriptional changes consistent in all samples?
Decision letter (RSOS-191480.R0)
04-Dec-2019
Dear Ms Løvmo,
The editors assigned to your paper ("Mid and hindgut transcriptome profiling analysis of Atlantic salmon (Salmon salar) under unpredictable chronic stress") have now received comments from reviewers. We would like you to revise your paper in accordance with the referee and Associate Editor suggestions which can be found below (not including confidential reports to the Editor). Please note this decision does not guarantee eventual acceptance.
Please submit a copy of your revised paper before 27-Dec-2019. Please note that the revision deadline will expire at 00.00am on this date. If we do not hear from you within this time then it will be assumed that the paper has been withdrawn. In exceptional circumstances, extensions may be possible if agreed with the Editorial Office in advance. We do not allow multiple rounds of revision so we urge you to make every effort to fully address all of the comments at this stage. If deemed necessary by the Editors, your manuscript will be sent back to one or more of the original reviewers for assessment. If the original reviewers are not available, we may invite new reviewers.
To revise your manuscript, log into http://mc.manuscriptcentral.com/rsos and enter your Author Centre, where you will find your manuscript title listed under "Manuscripts with Decisions." Under "Actions," click on "Create a Revision." Your manuscript number has been appended to denote a revision. Revise your manuscript and upload a new version through your Author Centre.
When submitting your revised manuscript, you must respond to the comments made by the referees and upload a file "Response to Referees" in "Section 6 -File Upload". Please use this to document how you have responded to the comments, and the adjustments you have made. In order to expedite the processing of the revised manuscript, please be as specific as possible in your response.
In addition to addressing all of the reviewers' and editor's comments please also ensure that your revised manuscript contains the following sections as appropriate before the reference list:
• Ethics statement (if applicable) If your study uses humans or animals please include details of the ethical approval received, including the name of the committee that granted approval. For human studies please also detail whether informed consent was obtained. For field studies on animals please include details of all permissions, licences and/or approvals granted to carry out the fieldwork.
• Data accessibility It is a condition of publication that all supporting data are made available either as supplementary information or preferably in a suitable permanent repository. The data accessibility section should state where the article's supporting data can be accessed. This section should also include details, where possible of where to access other relevant research materials such as statistical tools, protocols, software etc can be accessed. If the data have been deposited in an external repository this section should list the database, accession number and link to the DOI for all data from the article that have been made publicly available. Data sets that have been deposited in an external repository and have a DOI should also be appropriately cited in the manuscript and included in the reference list.
If you wish to submit your supporting data or code to Dryad (http://datadryad.org/), or modify your current submission to dryad, please use the following link: http://datadryad.org/submit?journalID=RSOS&manu=RSOS-191480
• Competing interests Please declare any financial or non-financial competing interests, or state that you have no competing interests.
• Authors' contributions All submissions, other than those with a single author, must include an Authors' Contributions section which individually lists the specific contribution of each author. The list of Authors should meet all of the following criteria; 1) substantial contributions to conception and design, or acquisition of data, or analysis and interpretation of data; 2) drafting the article or revising it critically for important intellectual content; and 3) final approval of the version to be published.
All contributors who do not meet all of these criteria should be included in the acknowledgements.
We suggest the following format: AB carried out the molecular lab work, participated in data analysis, carried out sequence alignments, participated in the design of the study and drafted the manuscript; CD carried out the statistical analyses; EF collected field data; GH conceived of the study, designed the study, coordinated the study and helped draft the manuscript. All authors gave final approval for publication.
• Acknowledgements Please acknowledge anyone who contributed to the study but did not meet the authorship criteria.
• Funding statement Please list the source of funding for each author.
Once again, thank you for submitting your manuscript to Royal Society Open Science and I look forward to receiving your revision. If you have any questions at all, please do not hesitate to get in touch. We have received the feedback from two reviewers, both of which agreed about the merits of this study. Although there were some concerns about low sample size, I think this manuscripts will fit within the scope of RSOS upon revision. Both reviewers provided constructive feedback that should help the authors to improve their manuscript. I agree with the reviewers that the manuscript would benefit from a broader conceptual context that is rooted on previously published studies. In addition, clarifying some gaps in the methods and analytical approaches is necessary.
Best regards, Lianne Parkhouse
Reviewers' Comments to Author: Reviewer: 1 Comments to the Author(s) This is a nicely presented manuscript with some interesting findings, relevant to better understand stress responses in Atlantic salmon. I would suggest some minor revision to clarify some statements made throughout the text, as outlined below.
Overall comments 1. I found that for several statements made in the introduction and discussion, no reference is mentioned. I would recommend reviewing these sections again and adding references in the appropriate places (examples: ll 38-39, ll 375-356).
2. Although no specific stress factor was tested, but rather random, changing events, it would be helpful if the rationale of these stressors was explained in context of the physiology of the fish, e.g. "natural" and "unnatural" stressors and how the fish's system may be inherently well equipped to deal with this. This could be put into the discussion.
3. The results from the histology suggest no difference between stressed and unstressed fish for both gut sections for the features analysed. I would suggest looking at more parameters that cover the whole gut section as sometimes damage has been found to be localised in certain areas. Furthermore, features not analysed here such as supranuclear vacuole appearance have been found to be good markers for tissue damage. I would recommend considering the scoring system proposed by Uran et al (2009) as additional parameters.
4. The manuscript would benefit from careful proofreading -in several places punctuations are missing. Furthermore, there are inconsistencies in the formating of "padj" and referencing authors in the text.
Methods section
1.It is not clear if you have assigned all identified genes a gene symbol (HGNC) prior to gene ontology and pathway analysis. Only the minority of loci of the salmon genome is annotated with a gene symbol, but the majority is only annotated with a LOC number, therefore you would lose a lot of differentially expressed genes in this analysis if you do not assign them a symbol.
2.You mention numbers for up and downregulated genes for each gut section, but it would be good if you would also mention how many of these are unique or duplicated genes and how many of these genes were fed into gene ontology and pathway analysis and if you analysed up and downregulated genes seperately or together as differentially expressed genes.
3. Furthermore it would be useful to know what cut-off you used, you mention a padj<0.05 but did you also filter by fold-change? Results 1. As mentioned above, when you provide the numbers for up and downregulated genes, it is useful to know what cut-offs you used.
2. Is the cortisol graph meant to go into the main text or supplementary material? Should be mentioned in the appropriate paragraph.
3. Table 3 and 4: it would be useful to translate the LOC numbers into gene names or symbols so the reader can easily understand what genes are associated with the kegg term. Also some indication if these are up or downregulated would be useful.
Discussion
1. The cortisol graph shows a dip in cortisol in the stressed group on day 5 relative to the other time points. It would be interesting if you could discuss why this may be in a few sentences.
2. Do you have any suggestions why tissue repair was evident from transcriptomic data and not histological data? May that be due to the only experimental timepoint being when there was already some signs to acclimatisation?
3. Could you please expand on the agenda of feeding the fish so shortly after having experienced stress? Would the fish have consumed food like the control fish if the feeding had taken place, let's say 2 hours after stress, therefore not had altered growth parameters? I understand it is impossible to include everything in an experiment, but I think it makes an interesting point for the discussion. 4. Lastly, I would suggest to check that you included all up-to-date references on this topic, a lot of references seem fairly old, and even when relevant, should be supplemented by the inclusion of the newest findings.
Reviewer: 2 Comments to the Author(s) Manuscript ID: RSOS-191480 This manuscript reports on a study conducted in 2013 that examined the mid and hindgut transcriptome profile of Atlantic salmon parr subjected to a 3-week unpredictable chronic stress. The study reports on results from samples collected at the last day of the study and compares control and stressed group. Ideally this study should have included in the transcriptome analysis more fish and sampling times. A comparison with samples collected at the start of the experiment would be beneficial to understand overtime changes.
The sampling protocol needs more clarification. A small sample size was used in this study (3 fish from the control group and 4 fish from the stressed group), and it is not clear where the samples are coming from. Are they coming from different tanks? Mid and hindgut samples were collected from the same fish. For example, control MID 1 and control HIND 1 are samples from the same fish. Ideally this study should have included in the transcriptomic analysis more fish and sampling times. A comparison with samples collected at the start of the experiment would be beneficial to understand overtime changes.
Provide the following information (clarify in the material and methods): were the gene counts filtered to only keep genes that were present in all replicate samples of the same treatment? Did you keep only the genes that had a normalized expression over for example 1 count per million? Normalization of genes by counts per million controls for differences in library size, reducing bias.
Author's Response to Decision Letter for (RSOS-191480.R0)
See Appendix A.
RSOS-191480.R1 (Revision)
Review form: Reviewer 2
Is the manuscript scientifically sound in its present form? Yes
Are the interpretations and conclusions justified by the results? Yes
Is the language acceptable? Yes
Do you have any ethical concerns with this paper? No
Have you any concerns about statistical analyses in this paper? No
Recommendation?
Comments to the Author(s)
The manuscript should be once more very carefully proofread for proper wording, grammar and punctuation. Examples:
Line 147. Missing a period at the end of the sentence. Also should the number of that reference be between brackets? Line 152: Sections we stained with.... Should be Sections were stained.... Line 179: change respectfully, with respectively.
Decision letter (RSOS-191480.R1)
24-Jan-2020
Dear Ms Løvmo:
On behalf of the Editors, I am pleased to inform you that your Manuscript RSOS-191480.R1 entitled "Mid and hindgut transcriptome profiling analysis of Atlantic salmon (Salmon salar) under unpredictable chronic stress" has been accepted for publication in Royal Society Open Science subject to minor revision in accordance with the referee suggestions. Please find the referees' comments at the end of this email.
The reviewers and Subject Editor have recommended publication, but also suggest some minor revisions to your manuscript. Therefore, I invite you to respond to the comments and revise your manuscript.
• Ethics statement If your study uses humans or animals please include details of the ethical approval received, including the name of the committee that granted approval. For human studies please also detail whether informed consent was obtained. For field studies on animals please include details of all permissions, licences and/or approvals granted to carry out the fieldwork.
• Data accessibility It is a condition of publication that all supporting data are made available either as supplementary information or preferably in a suitable permanent repository. The data accessibility section should state where the article's supporting data can be accessed. This section should also include details, where possible of where to access other relevant research materials such as statistical tools, protocols, software etc can be accessed. If the data has been deposited in an external repository this section should list the database, accession number and link to the DOI for all data from the article that has been made publicly available. Data sets that have been deposited in an external repository and have a DOI should also be appropriately cited in the manuscript and included in the reference list.
If you wish to submit your supporting data or code to Dryad (http://datadryad.org/), or modify your current submission to dryad, please use the following link: http://datadryad.org/submit?journalID=RSOS&manu=RSOS-191480.R1
Please note that we cannot publish your manuscript without these end statements included. We have included a screenshot example of the end statements for reference. If you feel that a given heading is not relevant to your paper, please nevertheless include the heading and explicitly state that it is not relevant to your work.
Because the schedule for publication is very tight, it is a condition of publication that you submit the revised version of your manuscript before 02-Feb-2020. Please note that the revision deadline will expire at 00.00am on this date. If you do not think you will be able to meet this date please let me know immediately.
To revise your manuscript, log into https://mc.manuscriptcentral.com/rsos and enter your Author Centre, where you will find your manuscript title listed under "Manuscripts with Decisions". Under "Actions," click on "Create a Revision." You will be unable to make your revisions on the originally submitted version of the manuscript. Instead, revise your manuscript and upload a new version through your Author Centre.
When submitting your revised manuscript, you will be able to respond to the comments made by the referees and upload a file "Response to Referees" in "Section 6 -File Upload". You can use this to document any changes you make to the original manuscript. In order to expedite the processing of the revised manuscript, please be as specific as possible in your response to the referees.
When uploading your revised files please make sure that you have: 1) A text file of the manuscript (tex, txt, rtf, docx or doc), references, tables (including captions) and figure captions. Do not upload a PDF as your "Main Document". 2) A separate electronic file of each figure (EPS or print-quality PDF preferred (either format should be produced directly from original creation package), or original software format) 3) Included a 100 word media summary of your paper when requested at submission. Please ensure you have entered correct contact details (email, institution and telephone) in your user account 4) Included the raw data to support the claims made in your paper. You can either include your data as electronic supplementary material or upload to a repository and include the relevant doi within your manuscript 5) All supplementary materials accompanying an accepted article will be treated as in their final form. Note that the Royal Society will neither edit nor typeset supplementary material and it will be hosted as provided. Please ensure that the supplementary material includes the paper details where possible (authors, article title, journal name).
Supplementary files will be published alongside the paper on the journal website and posted on the online figshare repository (https://figshare.com). The heading and legend provided for each supplementary file during the submission process will be used to create the figshare page, so please ensure these are accurate and informative so that your files can be found in searches. Files on figshare will be made available approximately one week before the accompanying article so that the supplementary material can be attributed a unique DOI.
Once again, thank you for submitting your manuscript to Royal Society Open Science and I look forward to receiving your revision. If you have any questions at all, please do not hesitate to get in touch.
Kind regards, Lianne Parkhouse Editorial Coordinator
Royal Society Open Science openscience@royalsociety.org on behalf of Dr Michael Tobler (Associate Editor) and Kevin Padian (Subject Editor) openscience@royalsociety.org Associate Editor Comments to Author (Dr Michael Tobler):
The authors have satisfactorily addressed previous reviewer concerns, and this manuscript is acceptable for publication after some minor revisions. I have a few additional comments that might help ti improve the clarity of the figures: Decision letter (RSOS-191480.R2)
31-Jan-2020
Dear Ms Løvmo, It is a pleasure to accept your manuscript entitled "Mid and hindgut transcriptome profiling analysis of Atlantic salmon (Salmon salar) under unpredictable chronic stress" in its current form for publication in Royal Society Open Science.
You can expect to receive a proof of your article in the near future. Please contact the editorial office (openscience_proofs@royalsociety.org) and the production office (openscience@royalsociety.org) to let us know if you are likely to be away from e-mail contact --if you are going to be away, please nominate a co-author (if available) to manage the proofing process, and ensure they are copied into your email to the journal.
Due to rapid publication and an extremely tight schedule, if comments are not received, your paper may experience a delay in publication. Royal Society Open Science operates under a continuous publication model. Your article will be published straight into the next open issue and this will be the final version of the paper. As such, it can be cited immediately by other researchers. As the issue version of your paper will be the only version to be published I would advise you to check your proofs thoroughly as changes cannot be made once the paper is published.
Please see the Royal Society Publishing guidance on how you may share your accepted author manuscript at https://royalsociety.org/journals/ethics-policies/media-embargo/. We thank the reviewer for taking the time to review our manuscript and giving much appreciated comments that have improved the manuscript greatly. Our reply to the reviewer is written in italics under the comments.
Reviewer: 1 Comments to the Author(s) This is a nicely presented manuscript with some interesting findings, relevant to better understand stress responses in Atlantic salmon. I would suggest some minor revision to clarify some statements made throughout the text, as outlined below.
Overall comments 1. I found that for several statements made in the introduction and discussion, no reference is mentioned. I would recommend reviewing these sections again and adding references in the appropriate places (examples: ll 38-39, ll 375-356) .
R: We thank the reviewer for pointing out our mistakes and have review the introduction and discussion and updated the references -Rearranged references in line 39-40 -Added reference to line 48, Shreck and Tort 2016) -Added reference line 73, Wilner, muscat and Papp 1992) -Added reference line 77, Piato, Capiotti et al. 2011) -Added references line 383, Niklasson et al. 2011; Segner et al. 2012; Sundh et al. 2010 -Added reference line 388, Niklasson et al. 2011 Sundh et al. 2010 2. Although no specific stress factor was tested, but rather random, changing events, it would be helpful if the rationale of these stressors was explained in context of the physiology of the fish, e.g. "natural" and "unnatural" stressors and how the fish's system may be inherently well equipped to deal with this. This could be put into the discussion.
R: The rationale behind the stressors in the UCS regime is mostly to induce several different stressful events that prevented fish from adapting over time, however without exposing the fish to severe physical treatment (introduction, line 69-75) . The stressor in this trail are not intended to mimic "natural" or "unnratural" events, but only to develop a model of UCS in order to asses a prolonged stress response.
R: As suggested by the reviewer, we have gone back and reviewed all histological pictures of the intestinal segments for vacuolization, and we can see no difference between the UCS group and the
Appendix A control group. We also don't see any pattern in local damage between the groups in the sections that are made. The results are not included in the manuscript.
R: We thank the reviewer for pointing this out, and have proofread the manuscript again. We have also changed all p.adj/p.adjust to adjusted p 5. It is not clear if you have assigned all identified genes a gene symbol (HGNC) prior to gene ontology and pathway analysis. Only the minority of loci of the salmon genome is annotated with a gene symbol, but the majority is only annotated with a LOC number, therefore you would lose a lot of differentially expressed genes in this analysis if you do not assign them a symbol. The following has now been added the above information to the 'Differential expression analysis and functional annotations' subsection in the 'Materials and methods' section line 213-217: "Genes were initially annotated with Entrez gene identifiers and were subsequently annotated to gene symbols and gene descriptions. While gene symbols are presented in this paper, Entrez IDs were used for KEGG and GO enrichment analysis. Supplementary tables of DE genes and enriched pathways contain all 3 identifiers for each associated gene -Entrez ID, gene symbol and gene description."
6. You mention numbers for up and downregulated genes for each gut section, but it would be good if you would also mention how many of these are unique or duplicated genes and how many of these genes were fed into gene ontology and pathway analysis and if you analysed up and downregulated genes seperately or together as differentially expressed genes.
R: There were around 29% duplicated genes in the total list of genes (supplementary tables 4 and 3) per gut region. Almost all of these were tRNA and none of the DE genes were duplicates. We have amended the manuscript (Results section) as follows line 292-294: "Annotation to the 44868 Atlantic salmon reference genes produced around 29% of duplicated Entrez gene identifiers, but the vast majority (>99%) of these duplicates were transfer RNA. None of the DE genes were duplicates."
We did GO and KEGG analysis using all the DE genes (i.e. up and downregulated combined) . The reason for this is twofold: 1) analysis was based on an over-representation test, for which statistical power is reduced as the number of genes input is reduced and 2) we included which genes were up and downregulated in the KEGG pathway maps (figure 4 and 5) and by using all genes we can indeed see that some pathways are entirely up or downregulated. We agree that we did not clearly mention this in the manuscript though, so have made the following amendments.
In the manuscript (Materials and methods) we changed the following from (line 231-232):
"we identified enriched pathways by performing an over-representation test on our DE gene list"
To:
"we identified enriched pathways by performing an over-representation test based on the total set of DE genes per treatment"
7. Furthermore it would be useful to know what cut-off you used, you mention a padj<0.05 but did you also filter by fold-change?
Indeed, to use or not use a fold change cutoff has been the source of much discussion and examination within our group. We recognise that the likelihood of false positive DE genes is increased as fold change difference decreases, but we also noted that fold change cutoff varies considerably between publications and specific fold change cutoffs are almost always selected without semi-arbitrarily and without statistical justification (1, 1.2, 1.5, 2?) . It is for this reason that we finally decided on using just the statistical significance test itself (i.e. false discovery adjusted p values) and no fold change cutoff.
We added the following to the 'Differential expression analysis and functional annotations' subsection in the 'Materials and methods' section (line 225-226) :
"We did not include a fold change cutoff but relied on DESeq2 to identify which genes were significantly DE, as DESeq2 controls for false positives and is sensitive to small, true differences."
8. As mentioned above, when you provide the numbers for up and downregulated genes, it is useful to know what cut-offs you used R: Pleas see point 7, above.
9. Is the cortisol graph meant to go into the main text or supplementary material? Should be mentioned in the appropriate paragraph.
